Bridenbaughetal. w PATENT 

Application No.: 09/121,798 
Page 16 



APPENDIX A - PENDING CLAIMS 

What is claimed is : 

1 . (Twice amended). A method for purifying plasmid DNA suitable for 
pharmaceutical use from bacterial cells on a large scale, the method comprising the following 
steps: 

a) contacting bacterial cells which together comprise at least about 100 
milligrams of the plasmid DNA with a lysis solution, thereby forming a lysis mixture; 

b) flowing the lysis mixture through a first static mixer to obtain a lysed 
cell solution; v _ 

c) contacting the lysed cell solution with a precipitation solution; 

d) flowing the lysed cell solution and the precipitation solution through a 
second static mixer, thereby forming a precipitation mixture; 

e) centrifuging the precipitation mixture, thereby forming a pellet and a 
clarified solution comprising the plasmid DNA; and 

f) neutralizing either the precipitation mixture prior to the centrifugation of 
step (e) or the clarified solution following the centrifugation of step (e); 

g) contacting the clarified solution with a positively charged ion exchange 
chromatography resin, wherein the plasmid DNA is eluted from the ion exchange 
chromatography resin with a saline step or continuous gradient; thereby producing a solution 
of plasmid DNA of sufficient purity and quantity for pharmaceutical use, wherein the solution 
comprises at least about 100 mg of the plasmid DNA. 

2. The method of claim 1, further comprising the step of RNase digestion. 

3. The method of claim 1, wherein the lysis solution contains alkali. 

4. The method of claim 1 , wherein the precipitation solution contains 
potassium acetate. 
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5- The method of rlaim i l . 

6 - The method of claim 1, wherein th.v 

10 lncht0 about 2 inches 



9 - The method of claim 1 wherein th.r 

^cond static mixer has an outer diameter in the ^ ^ and the 

inches. " the ran ^ e of about , 



flow static mixer 



10 - The method of claim 9, wherein th P0 . , 

, wnerein the second static 



3/16 inch to about 2 
mixer is a laminar 



elenten, nemeth0d0fC,dm9 '*-^ S eco„ dstaticmixerhas24 

^2. The method of Haim i l • 
simultaneously. Where,n ste P s W «i (b) are carried out 



sintultaneouj' ^^i* ''^"^(o^^^^^ 

The method of rlflim 1 l • 
out simultaneously. ' Wherem Ste P S «■ 0»X (c), and (d) are carried 

15- The method of rlflim i l . 
carried out simultaneously. ' ^ *»" <"* «* W and (e) are 
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I6 - The method of claim i u • 
- "'■*-«»■» « («), «, w „„ ^ ^ 

19 ■ The method of claim 10 u . 

50K,oabout 500Kdaltons.20. 

^ The method of claim 1 <;-,. 

layer. mm 311 °Pen channel device in th* 

lce ' mthe Presence of a gel 



